Targeting intracellular B2 receptors using novel cell-penetrating antagonists to arrest growth and induce apoptosis in human triple-negative breast cancer
SUPPLEMENTARY MATERIALS cDNA SuperArray analysis
The GEArray Q-series array of Human Signal Transduction Pathway Finder (catalog OHS-014; SuperArray Bioscience) was used to quantify the expression of 113 genes representative of 18 signal transduction pathways. Quasi-confluent MDA-MB-231 cells were incubated or not with FR173657 (10 µM) in DMEM for 3 hours at 37°C. At the end of treatments, cells were collected, lysed and total RNA was purified using an ArrayGrade Total RNA Isolation kit according to the manufacturer's instructions (SuperArray Bioscience). For cDNA microarray analysis, equal amounts of cRNA (3 µg) were biotinylated, then the probes were hybridized onto the membranes containing specific genes for several transduction pathways. After extensive washing, specific hybridization onto the membranes was detected by chemiluminescence and revealed by autoradiography. A fold change cutoff of ≥1.5 as compared to control cells was set to identify regulated genes. NM_003234 TFRC -1,50 Note. Among the 113 genes contain in the transduction pathway microarray screen, 16 genes were found to be regulated (14 upregulated and 2 repressed targets) in response to a 3h-treatment with FR173657 (10 µM). Overall, the data generated from the transcriptional profiling study are, in general, in good agreement with the strong anticancer activity of FR173657 observed in MDA-MB-231 cells.
Supplementary

Supplementary Figure 1: Validation of target specificity of the two anti-B2R antibodies, LS-A797 (A) and AS276-83 (B)
, used in our study using transfected HEK-293T cells or in isolated hepatocytes of wild-type C57/Bl6 and B2R-KO mice, assessed by western blot and FACS analysis. (A) Western blotting demonstrating the specificity of LS-A797. Left panel: Cultured HEK-293T cells were transfected or not (CTL) with either pcDNA3.1 (vector), the pcDNA-B1R or the pcDNA-B2R. Protein cell extracts were prepared 48 h later. Right panel: Freshly isolated mouse liver hepatocytes were prepared with collagenase, as we previously described in refs [33, 77] . Equal amounts of denaturated protein extracts (10-50 µg) of HEK-293T cells and mouse hepatocytes were resolved by SDS-PAGE (9-12%) gel and transferred onto PVDF membranes, which were subsequently probed with the anti-B2R antibody LS-A797 (1:1000) and the β-actin antibody (1:10 000). Note that only the pcDNA-B2R cells (fourth lane) show a robust single immunoreactive band around 50 kDa. The occurrence of a partial immunoreactive band in lane three is due to a spill over of proteins from lane four into the adjacent well. (Right panel) B2R immunolabeling of hepatocytes with the same antibody was observed in wild-type but not B2R-KO mice. Representative autoradiograms of two to three independent experiments. (B) Binding specificities of AS276-83 towards cell-surface exposed B2R carried out by FACS using HEK-293T cells transfected or not with B2R (upper left and right panels) and freshly isolated hepatocytes from wild type and B2R-KO mice (bottom left and right panels). 5-10 × 10 6 cells per sample were suspended in PBS in the presence or absence of the mix antiserum AS276-83 (1:5000) at 4°C for 1h. Staining with omission of the primary antibody served as the negative control. Cells were washed then incubated with an anti-rabbit-Alexa488 (1:1000) at 4°C for an additional 1 h. Cells were then pelleted by centrifugation and resuspended in PBS containing propidium iodine (2.5 µg/ml) prior to FACS analysis (10 5 events/sample). The data shown are representative of two independent experiments.
Supplementary Figure 2: Inhibition of clonal efficiency by permeant antagonist in B2R-expressing cancer cells.
Upper panels: Representative ethidium bromide-stained 1% agarose gel showing PCR products. The RNA isolation, design of primers, and the PCR amplification protocols are described in ref. [34] . β-actin is shown as a loading control. Negative controls without RT showed no bands (data not shown). Bottom panels: Anchorage-dependent clonogenic assays with the B2RAs in the human cancer cell lines U87-MG (glioblastoma) and A549 (lung carcinoma) were performed as described in Figure 4 legend and under Materials. Data represent means ± s.e.m. of 4-6 experiments. Figure 3 . No fluorescent signals were detected in the absence of primary antibody (data not shown). Note the anti-human kininogen antibody used in our study reacts with a common epitope present both on the high and low molecular weight kininogens (i.e. domain 1), it is therefore not possible to ascribe the fluorescent signals observed with this antibody to a particular kininogen species. We also cannot rule out that anti-BK antibody displays some cross-reactivity with the precursor form kininogen containing the epitope recognition. Scale bar = 5 µm.
